. Yeast Rtn1p forms NP-40 sensitive oligomers. Yeast cells expressing wild-type Rtn1-GFP under its endogenous promoter were solubilized with either 1% digitonin or 2% NP-40, and extract was fractionated by 10-30% w/v sucrose gradient centrifugation, analyzed by SDS-PAGE, and immnoblotted with anti-GFP antibody.
. Mutants 1 and 2 of Rtn1p are stable and localized to the membrane. Lysates from cells expressing the indicated fusions were centrifuged at 100,000g for one hour and immunoblotted with anti-GFP antibody or anti-3-phosphoglycerate kinase (PGK). T = total, P = pellet, S = supernatant. Figure S3 . Overexpression of GFP-fused Rtn3c and Rtn4HD leads to crystalloid membrane structures. (A) A COS-7 cell highly expressing GFP-Rtn3c was co-stained against endogenous calreticulin, a luminal ER marker. The lower panel shows the enlargement of the boxed region. Scale bar, 10 mm. (B) Thin section electron micrograph of a COS-7 cell overexpressing GFPRtn4HD shows accumulation of packed tubular arrays of crystalloid membrane. Scale bar, 0.5 mm. Figure S4 . Mammalian HA-DP1 forms higher molecular weight complexes compared to GFPSec61b. COS-7 cells overexpressing either HA-DP1 or GFP-Sec61b were solubilized in 1% digitonin and fractionated by 5-30% w/v sucrose gradient centrifugation. Fractions were collected and analyzed by SDS-PAGE and immunoblotting with anti-HA or antiSec61b antibody, respectively. 
